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AB An autoimmune disease such as diabetes mellitus, or a predisposition to 
such a disease, is diagnosed by intradermal administration of a suitable 
autoantigen or related peptide and observation after >24 h of a local 
T-cell-mediated pos . cellular reaction (nodule) at the site of antigen 
administration. The same method can be applied to detection of T-cells 
which react with tumor antigens in diagnosis of tumors. The peptide is 
.gtoreq.15 residues in length to allow recognition of and binding to an 
MHC mol. and reaction of the complex with the corresponding T-cell 
receptor. Thus, recombinant human glutamate decarboxylase was injected 
intradermally into juvenile-onset diabetes mellitus patients; appearance 
of a nodule 48 h later at the site of injection was considered a pos. 
reaction . 
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Peptides and their derivs . obtained from glutamic acid decarboxylase (GAD) 
are described, which are used alone or in complexes with class II MHC 
mols. for the detection of a predisposition to diabetes, and for the 
treatment of diabetes by building up an immune tolerance to GAD. Thus, 
GAD-specific T cells were established from peripheral blood lymphocytes 
from type I diabetics, cultured, and their proliferative response to 
recombinant human GAD and GAD-derived peptides was studied. 
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AB A gene encoding the GAD 6 5 glutamic acid decarboxylase that is a 

significant autoantigen in the autoimmune disease complication of diabetes 
mellitus is cloned for use in the manuf. of the protein for diagnosis, 
prophylaxis and therapy of the disease. A cDNA for the rat hippocampus 



GAD 6 5 was cloned by screening a cDNA bank in .lambda. ZAP with a probe from 
the cat GAD 6 7 gene and expressed in Escherichia coli. The identity of the 
enzyme with the autoantigen was demonstrated immunochem. The rat GAD65 
and GAD67 isoenzymes were shown to be encoded by sep. genes. The two 
enzymes showed slightly different tissue distributions with GAD65 more 
common in type II Golgi neurons than GAD67. The utility of antibodies to 
the enzyme as a diagnostic marker was demonstrated. GAD65 used as an 
antigen was found to stimulate a proliferation of T-cells in NOD mice. 
Attempts to induce immune tolerance and the identification of epitopes of 
the protein are described. 
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AB Peptides A-X1-X2-X3-X4-L-X5-X6-E-F-X7-X8-X9-B (I; A=H, amino acid, 

polypeptide; B=OH, amino acid, polypeptide; Xl-X9= any amino acid) can be 
used in detection of anti-hepatitis C virus antibodies. These peptides 
are derivs. of peptide DREVLYRE FDEMB , a peptide which is part of the 
protein encoded by the ORF region of the SOD/HCV C100-3 clone. Based on 
replacement of each amino acid and anal, of the recognition of the analogs 
by anti-viral antibodies, only Leu-5, Glu-8, and Phe-9 were found to be 
crit. for immunoreactivity . 
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AB The serpin-enzyme complex (SEC) receptor recognizes a pentapeptide 

neo-domain of . alpha . 1-antitrypsin (. alpha . 1 AT) -elastase complexes and, 
in so doing, mediates internalization and intracellular catabolism of the 
macromol. complex, mediates an increase in synthesis of . alpha . 1 AT, and 
elicits neutrophil chemotactic activity. In previous studies the authors 
have shown that this pentapeptide domain is highly conserved among members 
of the serpin family and that binding of a synthetic peptide corresponding 
to this region ( 1251-peptide 105Y, SIPPEVKFNKPFVYLI , based on .alpha. 1 AT 
sequence 359-374) to HepG2 cells is blocked by several serpin-enzyme 
complexes. To det . whether the SEC receptor is the primary HepG2 cell 
surface binding site for these serpin-enzyme complexes, the capacity for 
serpin-enzyme complexes to compete with each other for binding to the SEC 
receptor was examd. Binding of 1251-elastase- . alpha . 1 AT complexes is 
blocked by thrombin-antithrombin III (ATIII) , thrombin-heparin cofactor 
II, and cathepsin G- . alpha . 1-antichymotrypsin (. alpha. 1 ACT) complexes. 
Moreover, unlabeled elastase- . alpha . 1 AT complexes compete for binding of 
1251-thrombin-ATIII , 1251-thrombin-heparin cofactor II, and 1251-cathepsin 
G-. alpha. 1 ACT complexes. Preformed sol. tissue plasminogen 
activator-plasminogen activator inhibitor 1 complexes also compete for 



binding of elastase- . alpha . 1 AT complexes to the SEC receptor but do so to 
a less effective extent, probably because of a less favorable pentapeptide 
sequence for binding to the SEC receptor. Under conditions in which these 
serpin-enzyme complexes would be expected to bind to the SEC receptor 
there is an increase in synthesis of .alpha. 1 AT but not in synthesis of 
ATIII or .alpha. 1 ACT. Proteolytically modified .alpha. 1 AT also competes 
for binding of 1251-elastase- . alpha . 1 AT complexes to the SEC receptor and 
vice versa. The purified 51-kDa N-terminal fragment of . alpha . 1 AT does 
not compete for binding of 1251-elastase- . alpha . 1 AT complexes, indicating 
that the pentapeptide neodomain in the 4-kDa C-terminal fragment is 
sufficient for binding to the SEC receptor. 
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AB Analogs of plasminogen activator inhibitor (PAI) in which the active site 
peptide is replaced by that of antithrombin III are described and manufd. 
in Escherichia coli . These analogs are potentially useful in the 
prevention of re-occlusion after thrombolysis or fibrinolysis using tissue 
plasminogen activator. Site-directed mutagenesis of the cloned cDNA was 
by std. methods and the new gene expressed using the vector pMBLll and the 
protein purified by immunoaf f inity chromatog. Second-order rate consts . 
for thrombin inhibition for the analogs were 3-13 .times. 104 M-l sec-1 in 
the absence of vitronectin and 2.9-18 .times. 105 in its presence (c.f. 
103 and 2 .times. 105 resp. for the wild-type PAI). 
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AB Pulmonary drug delivery systems include a drug admixed or covalently 

bonded to a component of a surfactant protein and phospholipid mixt. A 
compn. contained leuprolide acetate, dipalmitoylphosphatidyl choline, 
palmitic acid, tripalmitin, and a soln. of bovine lung lipids. 
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AB The genes and cDNAs encoding human hydrophobic surf actant-assocd. proteins 
(SAPs) SAP(Val) and SAP(Phe) are cloned, sequenced, and expressed in 
Escherichia coli and mammalian cells. SAP peptides are synthesized and 
antibodies against these peptides are prepd. The antibodies may be used 
to diagnose diseases characterized by insufficient pulmonary surfactant 
material (e.g. hyaline membrane disease), and the SAPs may be used to 
treat such diseases. Human cDNA for SAP(Val) proprotein was fused with 
the gene for E. coli CMP-KDO synthetase and the resulting chimeric gene 
was expressed in E. coli. SAP(Val) or SAP(Phe) were mixed with lipids 
(e.g. dipalmitoylphosphatidylcholine and phosphatidylglycerol ) and tested 
with a modified Wilhelmy Surface Balance: the proteins substantially 
decreased the surface tension and increased adsorption. SAP peptides were 
also found to increase the lipid uptake of 3T3 and type II cells in 
culture by 7 to 70-fold. 
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RL: PRP (Properties) 

(surfactant-assocd. protein precursors) 



